The removal of histone H3 trimethylation at lysine residue 27 (H3K27me3) plays a critical role in the transcriptional initiation of developmental genes. The H3K27me3-specific KDM6 demethylases JMJD3 and UTX are responsible for the transcriptional initiation of various developmental genes, but some genes are expressed in a KDM6 demethylase-independent manner. To address the role of H3K27me3 in the retinoic acid (RA)-induced differentiation of the human carcinoma NCCIT cell line, we inhibited JMJD3 and UTX using the H3K27me3 demethylase inhibitor GSK-J4. The commitment of JMJD3/UTX-inhibited cells to a specific fate was delayed, and transcriptome profiling also revealed the differential expression of genes related to cell fate specification in demethylase-inactivated cells; the expression levels of RA metabolism and HOX family genes significantly decreased. We observed a weak correlation between H3K27me3 enrichment and transcriptional repression in the control and JMJD/UTX-inhibited cells, except for a few sets of developmental genes that are indispensable for cell fate specification. Taken together, these results provide the H3K27me3 landscape of a differentiating cell line and suggest that both demethylasedependent and demethylase-independent transcriptional regulation play a role in early differentiation and developmental gene expression activated by H3K27me3 demethylation.
Introduction
The differentiation of pluripotent stem cells requires dramatic changes in the initiation and suppression of gene transcription to accomplish cell specification. Numerous modifications modulate the regulation of gene expression programs, including post-translational histone modifications. These covalent modifications epigenetically regulate and maintain lineage-specific gene expression during development. Two specific histone modifications play a critical role in the regulation of developmental genes: a repressive marker, the trimethylation of histone H3 on lysine residue 27 (H3K27me3), and an activating marker, the trimethylation of histone H3 on lysine residue 4 (H3K4me3). These two modifications co-exist at promoters that regulate the expression of essential developmental genes in embryonic stem (ES) cells and other progenitor cell lines, forming epigenetic signatures called bivalent promoters [1] [2] [3] . Due to the co-existence of these modifications, promoters are "poised" for gene activation, rapidly responding to developmental stimuli. Bivalent promoters can change their histone modification state to either an H3K4me3-dominant (active) or an H3K27me3-dominant (inactive) state, and this state primarily depends on H3K27me3 demethylation [4] . Previous reports showed that H3K27me3 demethylation is required for gene activation in various cell types [4] [5] [6] [7] [8] [9] , implying that the precise regulation of H3K27me3 demethylation must be maintained for proper development.
The Jumonji-C domain (JmjC)-containing histone demethylase family KMD6 is responsible for H3K27me3 demethylation. Three KDM6 demethylases, JMJD3 (KDM6B), UTX (KDM6A) and UTY, can remove one methyl residue from H3K27me3 and H3K27me2; however, the activity of UTY is significantly lower than that of other demethylases [10] [11] [12] [13] . JMJD3 and UTX play an essential role in differentiation by changing compact heterochromatin structures to open states, allowing poised promoters to be activated by the recruitment of lineage-specific transcription factors. JMJD3 promotes epithelial-mesenchymal transition in murine epithelial cells [14] . In mouse embryonic stem cells, JMJD3 regulates neural marker expression, thereby mediating neural commitment [4] . Knockout and knockdown studies of JMJD3/UTX suggested that these demethylases play an essential role in the development of the central nervous system [15] [16] [17] , respiratory system [6, 18] and cardiac system [19] . Whereas H3K27me3 acts as a suppressive marker and H3K27me3 demethylases have been highlighted as regulatory factors in differentiation, recent reports have indicated weak correlations between H3K27me3 and demethylases in cell types that previously showed JMJD3/UTX activity and H3K27me3 during cellular development. JMJD3/UTX-knockout mouse zygotes exhibited a normal lifespan or displayed developmental defects during the late stage of differentiation, surviving the early lethality that is expected due to defects in demethylase-dependent cell commitment. UTX has been shown to mediate embryonic development, mesoderm induction and differentiation in a demethylase-independent fashion [11, 20, 21] . At the molecular level, JMJD3 and UTX play a demethylase-independent chromatin remodeling role in murine EL4 cells and primary T cells [22] . A recent report states that H3K27me3 demethylation during early embryonic development may occur in a KDM6 demethylase-independent manner [23] . Despite the pivotal role of their catalytic function, these recent findings suggest complex roles for JMJD3 and UTX in cell commitment.
Previous studies have assessed the significance of JMJD3/UTX functions in biological processes using several techniques to disable the catalytic activities of these enzymes, including RNA-interference techniques and site-specific mutagenesis [4, 9, 20, 24] . Although these approaches are readily applied in the field, they may affect the integrity of the demethylases, unintentionally hindering their other transcriptional regulatory functions. A solution to this undesired manipulation of enzymatic integrity is the design of a chemical inhibitor that binds to the active site, thereby preventing the interaction between JMJD3/UTX and H3K27me3 without compromising the conformation of these enzymes. GSK-J4 is an ethyl ester derivative of GSK-J1, a JMJD3/UTX-selective histone demethylase inhibitor [25] . Since its development, GSK-J4 has been applied in various studies of the function of JMJD3 and its role in various biological processes [26] [27] [28] . In this work, we also used GSK-J4 as a JMJD3/UTX inhibitor to study the role of H3K27me3 in the retinoic acid (RA) induced differentiation of human carcinoma NCCIT cells. We observed differences in the transcriptome of wild-type and H3K27me3 demethylation-inhibited NCCIT cells during differentiation; the simple inhibition of H3K27me3-specific demethylases could delay cell specification. We also investigated the distribution of this suppressive histone modification and identified changes in the levels of H3K27me3 at the promoters of developmental genes due to JMJD3/UTX inhibition, whereas differences in other genes were insignificant. The presented results provide a global view of demethylase-dependent and demethylase-independent transcription during early development.
Materials and Methods

Cell culture conditions and RA treatment
Human embryonal carcinoma (EC) NCCIT (ATCC, Manassas, VA) cells were cultured in RPMI 1640 and OPTIMEM media (Invitrogen, Carlsbad, CA) to maintain and differentiate the cells, respectively. All media were supplemented with 100 U/ml penicillin, 100 μg/ml streptomycin (Invitrogen) and 10% heat-inactivated fetal bovine serum (Thermo Scientific, Waltham, MA). Embryonic bodies (EB) were formed as previously described [29] . All-trans RA (Sigma-Aldrich, St. Louis, MO) was prepared in DMSO. After growing for 24 h, the EBs were treated with RA or RA supplemented with GSK-J4 (Tocris Bioscience, Bristol, United Kingdom) and cultured in 5% CO 2 at 37°C for 48 h. EBs treated with RA and RA plus GSK-J4 are hereafter referred to as EB RA and EB RA+GSK , respectively.
JMJD3 knockout NCCIT cell line construction using a CRISPR-Cas9 system JMJD3 knockout NCCIT cells were constructed using the clustered regularly interspaced short palindromic repeats (CRISPR)/CRISPR-associated 9 (Cas9) system based on a method designed by Mali et al. [30] , with modifications. To prepare JMJD3 guide RNA (gRNA) fragments, four sites in a JMJD3-coding region were amplified by polymerase chain reaction (PCR) using four sets of primers (Table 1 ). The gRNA cloning vector (Addgene plasmid ID 41824, Cambridge, MA) was linearized using AflII (New England Biolabs, Ipswich, MA), and mixed with four gRNA inserts separately for ligation by Gibson Assembly method using the Gibson Assembly Master Mix (New England Biolabs) according to the manufacturer's instructions. NEB 5-α competent cells (New England Biolabs) were then transformed with the ligated DNAs, and the constructed gRNA vectors were purified and sequenced for confirmation. The purified gRNA vectors and the pCas9-GFP vector (Addgene plasmid ID 44719) were then mixed at a molar ratio of 20:1 and transfected into NCCIT cells using Lipofectamine LTX and PLUS Reagent (Invitrogen) according to the manufacturer's instructions. Cells expressing green fluorescent protein 48 h post-transfection were sorted, plated on RPMI-containing dishes at a density of 3000-5000 cells per dish, and allowed to grow for up to two weeks. Visible colonies were then transferred to 24-well plates and allowed to grow for genomic DNA extraction. The JMJD3 knockout in NCCIT cells was further confirmed by PCR, sequencing using primers flanking the target regions (Table 1 ) and quantitative real-time PCR (qRT-PCR) for JMJD3 mRNA expression.
RNA preparation and qRT-PCR
Total RNA samples were extracted from EB RA and EB RA+GSK by homogenization in RNAiso Plus, and the extracts were further purified according to the manufacturer's instructions (TaKaRa BIO, Shiga, Japan). First-strand cDNA was synthesized with SuperScript II Reverse Transcriptase (Invitrogen). qRT-PCR was performed with the synthesized cDNA, SYBR Premix Ex Taq II and the appropriate primers (Table 1) using the ABI 7500 Real-Time PCR system (Applied Biosystems, Carlsbad, CA), as previously described [31] .
Western blotting
Whole cell extracts were prepared in RIPA buffer [50 mM Tris-Cl, pH 7.5; 150 mM sodium chloride; 0.5% sodium deoxycholate; 0.1% sodium dodecyl sulfate; 1% (v/v) Nonidet P-40] supplemented with cOmplete EDTA-free Protease Inhibitor Cocktail (Roche, Mannheim, Germany). Total proteins were separated on polyacrylamide gels by sodium dodecyl sulfate polyacrylamide gel electrophoresis (SDS-PAGE) and transferred to polyvinylidene difluoride (PVDF) membranes (Schleicher & Schuell Bioscience, Inc., Keene, NH). After blocking with PBS supplemented with 5% horse serum (Invitrogen) for 2 h, the membranes were blotted with the appropriate primary antibodies at 4°C for 16 h, followed by blotting with horseradish peroxidase-conjugated anti-rabbit immunoglobulin G (IgG; Jackson ImmunoResearch Laboratories, Inc., West Grove, PA; 711-545-152) secondary antibody for 1 h at room temperature. After washing with TBS-T (20 mM Tris-Cl, pH 7.6; 500 mM NaCl; 0.1% Tween 20), the reactions were detected using ECL Prime Western Blotting Detection Reagent (GE Healthcare, Wauwatosa, WI). The following antibodies were used for western blotting and were all purchased from Abcam (Cambridge, the United Kingdom): anti-histone H3 (ab1791), anti-H3K27me3 (ab6002) and anti-histone H3 dimethylated lysine 27 (H3K27me2, ab24684).
KDM6 demethylase activity inhibition assay
Nuclear extracts were prepared using an EpiQuik Nuclear Extraction Kit (Epigentek, Farmingdale, NY) according to the manufacturer's instructions. The inhibition of JMJD3/UTX in NCCIT, EB RA and EB RA+GSK was examined with an Epigenase JMJD3/UTX Demethylase Activity/Inhibition Colorimetric Assay Kit (Epigentek) using the nuclear extracts (20 μg) according to the manufacturer's instructions. The inhibition ratio was measured in triplicate, and the percentage of inhibition was calculated based on three different assays.
Chromatin immunoprecipitation (ChIP) and ChIP-qPCR NCCIT cells were collected and resuspended in digestion buffer (50 mM Tris-Cl, pH 7.6; 1 mM CaCl 2 , 0.2% Triton X-100, 5 mM butyrate, 1X protease inhibitor cocktail, 0.5 mM PMSF), followed by incubation with 0.3 U Micrococcal nuclease (MNase; Sigma-Aldrich) at 37°C for 5 min. The reaction was stopped with 50 mM EDTA and treated with RIPA buffer for 16 h, followed by incubation with an appropriate antibody (see below) and Dynabeads Protein A beads (Invitrogen) for 16 h at 4°C. The chromatin-antibody-Dynabeads Protein A complexes were consecutively washed with RIPA buffer supplemented with 0.3 M NaCl, lithium chloride (LiCl) buffer and TE buffer, and then incubated with proteinase K at 65°C for 16 h. The DNA from the complexes was purified via phenol/chloroform extraction and concentrated by ethanol precipitation. The resulting DNA pellets were dissolved in TE buffer for further analyses.
ChIP-qPCR was performed similarly to qPCR, with one modification: the cDNA was replaced with immunoprecipitated DNA. The primers used in ChIP-qPCR are listed in Table 1 . The following antibodies were used for the ChIP analysis and were purchased from Abcam, Santa Cruz Biotechnology (Dallas, TX) and Cell Signaling (Danvers, MA): control IgG (Santa Cruz sc-2025), anti-H3K27me3 (Cell Signaling #9733), anti-RNA polymerase II (RNA-PII, Abcam ab5131) and anti-H3K4me3 (ab8580).
RNA sequencing (RNA-seq) and ChIP sequencing (ChIP-seq)
Ribosomal RNAs (rRNAs) were removed from total RNA using the RiboMinus Transcriptome Isolation Kit (Invitrogen). rRNA-depleted total RNAs were used to construct paired-end transcriptome libraries using the NEBNext Ultra Directional RNA Library Prep Kit for Illumina (New England Biolabs). Briefly, first-strand cDNAs were synthesized from rRNA-depleted RNA samples, followed by second-strand synthesis with DNA polymerase I and RNase H. The double-stranded cDNAs were then end-repaired and ligated to adaptors. The ligated libraries were then separated on a 2% agarose gel (Duchefa, Haarlem, The Netherlands), and fragments with sizes between 300-400 bp were purified using the MinElute Gel Extraction Kit (Qiagen, Hilden, Germany). The fragments were amplified for further enrichment and purified by ethanol precipitation. Two biological replicates were prepared from each condition.
Immunoprecipitated DNA was used to construct paired-end ChIP-sequencing libraries using the NEBNext Ultra DNA Library Prep Kit for Illumina. ChIP reactions using rabbit IgG and from untreated and RA-treated NCCIT were used as normalization controls.
The paired-end deep sequencing of the constructed libraries was performed using HiSeq 2000 and 2500 (Illumina, San Diego, CA) by the National Instrumentation Center for Environmental Management (NICEM, Seoul, Republic of Korea) and the Next-Generation Sequencing Core from the University of Pennsylvania (http://ngsc.med.upenn.edu/).
Data analysis and statistics
For transcriptome expression profiling, the raw reads were trimmed using the FASTX-Toolkit [32] and aligned against USCS Homo sapiens hg19 using Tophat (version 2.0.10) [33] . The aligned reads were assembled with the Cufflinks package, version 2.2.1 [34] . Differentially expressed genes (DEGs) were identified using Cuffdiff [35] . All data were normalized according to their fragments per kilobase per million map reads (FPKM) for each gene [36] . DEGs displaying more than twofold changes in their log 2 fold-change were selected for functional annotation using the Database for Annotation, Visualization and Integrated Discovery (DAVID) version 6.7 [37, 38] and the following parameters: threshold count 5 and enrichment probability (EASE score) 0.1. The raw reads used in this work were deposited into the Gene Expression Omnibus database (GEO, http://www.ncbi.nlm.nih.gov/geo) under accession number SRP045949.
For the ChIP-seq analysis, the raw reads were aligned using Bowtie2 version 2.2.1 [39] . UCSC hg19 was used as the reference index. Significantly enriched regions were identified using the hypergeometric Optimization of Motif EnRichment (HOMER) analysis package [40] . Default parameters were used for peak calling. The identified peaks were visualized using the UCSC Genome Brower (https://www.genome.ucsc.edu).
The JMJD3/UTX inhibition assay and qPCR data were statistically analyzed using SPSS 21.0 (SPSS Inc., Chicago, IL). All experiments were conducted in triplicate, and data are presented as the means ± SE. The data were tested with a one-way ANOVA followed by Tukey's HSD post hoc test.
Results
The effect of GSK-J4 on the cellular morphology and the global H3K27me3 level in the early differentiation of NCCIT cells
In this study, we aimed to specify the role of KDM6 demethylases during differentiation. NCCIT cells were developed into EBs, treated with either RA alone or RA supplemented with GSK-J4, and collected 24 and 48 h after the treatments (Fig 1A) . After EB formation, the morphological changes of cells in response to RA-induced differentiation were assessed. Cell attachment and differentiation could be observed in EB RA cells1 and 2 days after RA treatment. However, treating both RA and GSK-J4 partially inhibited cell attachment and delayed the differentiation of EB RA+GSK cells ( Fig 1B and S2 Fig) . The transcriptional levels of JMJD3 and UTX were measured to assess the effect of GSK-J4 on the expression of KDM6 demethylases. JMJD3 and UTX expression increased during differentiation, and JMJD3 expression was greater than UTX expression. Upon GSK-J4 treatment, the expression of both KDM6 demethylases was decreased (Fig 2A) . H3K27me3 levels in EB cells were also affected by GSK-J4 treatment: H3K27me3 was demethylated during differentiation, but GSK-J4 treatment reversed this reaction (Fig 2B) . The effect of GSK-J4 on KDM6 demethylases was further confirmed using an inhibition assay, which showed that the amount of demethylated products was lower in in EB RA+GSK cells than in EB RA cells This difference implies that GSK-J4 inhibits the demethylase activities of JMJD3 and UTX and that the inhibitor delays the RA-induced differentiation of NCCIT.
Transcriptomic profiling of NCCIT cells during early differentiation
To identify developmental genes regulated by histone demethylation, the whole transcriptome of three samples was profiled using an Illumina HiSeq 2500: undifferentiated NCCIT, EB RA and EB RA+GSK . Genes from RNA-seq with an absolute value of the log 2 fold-change larger than two (log 2 fold-change ! 2 and log 2 fold-change -2) were considered to be differentially expressed genes (DEGs). A total of 673 genes were differentially expressed between NCCIT and EB RA , with 316 up-regulated and 357 down-regulated genes ( Fig 3A) . These DEGs were closely related to RA metabolism, cell differentiation and proliferation (Tables 2 and 3 ). qRT-PCR data were normalized to GAPDH expression. The values are presented as the means ± SE (n = 3). (B) Changes in H3K27me3 level by GSK-J4 during NCCIT differentiation. Whole cell extracts were collected from cells treated for 1 day and 2 days, isolated using RIPA buffer, and immunoblotted with the following antibodies: H3 and H3K27me3. The experiment was performed in triplicate, and a representative blot image is shown. (C) Densitometric analysis of changes in H3K27me3 level by GSK-J4 during NCCIT differentiation. The average relative density of H3K27me3 was compared with the relative density of histone H3 based on triplicate experiments. The asterisk represents the significant difference analyzed by one-way ANOVA followed by Tukey's HSD post hoc test (*: P < 0.05). GSK-J4 treatment increased the proportion of down-regulated genes in EB, and these DEGs were involved in gene transcription, cell differentiation and stress response (Tables 4 and 5 ). Comparing EB RA with EB RA+GSK , a large number of genes (599 genes) were down-regulated, whereas a relatively small number of genes (363 genes) were activated. GSK-J4 treatment affected genes involved in stress response, gene transcription and cell specification (Tables 6  and 7 ). DEGs were also clustered into three groups according to the changes in their expression patterns (Fig 3B and 3C ): up-regulation in both conditions (Cluster 1), staggered expression in response to RA and GSK-J4 treatments (Cluster 2), and exacerbated down-regulation (Cluster 3). Genes from Cluster 2 that showed deregulated transcriptional patterns after GSK-J4 treatment were used for further analyses.
Selected DEGs affected by RA and GSK-J4 were submitted to the DAVID database for functional annotation. Genes up-regulated by GSK-J4 treatment were related to muscle development, ion transport, cellular homeostasis and anti-apoptosis (Table 8 and S1 Table) , whereas those down-regulated by GSK-J4 were shown to participate in mesenchymal differentiation, embryonic organ morphogenesis, anterior/posterior pattern formation and cell adhesion (Table 9 and S2 Table) . The GO annotation of genes in the EB RA and EB RA+GSK populations indicates that that inhibition of KDM6 demethylases deregulates some but not all differentiation processes. This suggests that KDM6 demethylase-independent developmental processes participate in early differentiation.
To validate our RNA-seq results, we assessed the expression of DEGs by qRT-PCR. RNA samples from RNA-seq were reverse transcribed into cDNA and subjected to qRT-PCR using a commercially available kit with specific primers. Because exogenous agents such as RA can induce neural differentiation of EC [41] , we selected pluripotency markers (NANOG, SOX2, POU5F1), neural markers (NES, BMP4, PAX6) and other RA-related genes (RBP1, STRA6, CRABP1, CRABP2, CYP26A1 and HOXB1) as targets to assess RA-induced differentiation H3K27me3-Related Transcription in Early Differentiation (Fig 4) . The expression of pluripotency markers gradually decreased as RA-induced differentiation proceeded. Upon GSK-J4 treatment, the expression patterns of NANOG and POU5F1 were reversed, but that of SOX2 was not significantly affected ( Fig 4A) . Differentiation up-regulated the expression of three neural markers, but this change was less pronounced in NES than in the other two markers. Surprisingly, the inhibition of KDM6 demethylases enhanced the expression of PAX6 and BMP4, but the expression of NES decreased to a level similar to that observed in undifferentiated NCCIT cells (Fig 4B) . RA-related genes showed similar expression patterns; their expression levels were increased by differentiation and reduced by GSK-J4 treatment. These results show that H3K27me3 demethylation regulates the transcription of many differentiation genes, whereas the regulation of some developmental genes is KDM6 demethylase-independent during the early stage of RA-induced differentiation. 
H3K27me3-Related Transcription in Early Differentiation
Global transcription and histone modification pattern characterization in early NCCIT differentiation
To investigate the relationship between transcriptional activation and H3K27me3 repression in the early stage of RA-induced differentiation, we observed the RNAPII recruitment patterns as well as the H3K27me3 and H3K4me3 landscapes in NCCIT, EB RA and EB RA+GSK cells collected at day 2 ( Fig 5 and S4 Fig) . The sequenced raw reads were aligned to hg19, and enriched peaks were selected for analysis. Based on the transcriptome profiling data, we focused on RNAPII binding and H3K27me3 enrichment to the promoters of genes selected based on the RT-qPCR data: pluripotency markers (NANOG, SOX2, POU5F1), neural markers (NES, PAX6, BMP4) and RA-affected genes (RBP1, STRA6, CRABP1, CRABP2, CYP26A1, HOXB1). The binding affinity of RNAPII to the promoters of pluripotency markers did not dramatically differ in EB RA cells, and only a subtle increase could be observed in EB RA+GSK cells. 
H3K27me3 enrichment to the upstream regions of pluripotency markers was increased upon RA induction and decreased as KDM6 demethylases were enzymatically inhibited (Fig 5A) . The enrichment pattern of H3K27me3 in SOX2 was somewhat different; it was enriched at the start and the end of the SOX2 exon (S4 Fig) . The H3K4me3 patterns were concordant with the aforementioned expression patterns observed by RNA-seq (S5 Fig). The RNAPII binding and H3K27me3 enrichment patterns showed that the transcription of stemness markers during differentiation are negatively mediated by H3K27me3 enrichment. Neural marker promoters were enriched with RNAPII as differentiation was induced. This enrichment could also be observed in the gene-encoding regions of neural markers. Upon the GSK-J4 treatment of RA-treated NCCIT cells, the RNAPII enrichment in neural markers decreased at the promoter region and gene bodies of NES (S4 Fig). The RNAPII binding to the promoter regions and H3K4me3 recruitment near their transcription start sites (TSSs) of PAX6 and BMP4 were increased despite GSK-J4 treatment (Fig 5B, S4 and S5 Figs) . These results are consistent with the aforementioned up-regulation in PAX6 and BMP4 expression in response to GSK-J4 treatment identified by RT-qPCR (Fig 4B) . The H3K27me3 at the 
promoter regions of PAX6 and BMP4 increased as RA induced differentiation and decreased in response to GSK-J4 treatment. These results suggest that some developmental genes are activated in a KDM6 demethylase-independent manner. The RNAPII binding and H3K4me3 recruitment patterns in five RA metabolism genes showed a similar pattern: increased binding in response to RA and reduced binding in response to GSK-J4 (Fig 5C, S4 and S5 Figs) . In addition to RA metabolism, we selected HOXB1, one of the first targets regulated by RA signaling, to assess the role of H3K27me3 demethylases in the regulation of RA-mediated differentiation. Similar to RA metabolic genes, the RNAPII-binding and trimethylation of H3K4 near the HOXB1 promoter was enhanced in EB RA cells and decreased in EB RA+GSK cells (Fig 5D) . The H3K27me3 enrichment patterns for RA-responding genes were similar: RA treatment induced the demethylation of H3K27me3, and GSK-J4 treatment impaired the enzymatic activity of KDM6 demethylases leading to H3K27me3 enrichment at the upstream region of the TSSs of RA-related genes. Thus, we surmised that the H3K27me3-Related Transcription in Early Differentiation transcription initiation of RA-responsive metabolic and developmental genes is controlled by H3K27me3 demethylation. Collectively, the overall RNAPII recruitment and histone H3 methylation enrichment indicate that the transcription of key developmental genes is regulated in both KDM6 demethylase-dependent and KDM6 demethylase-independent manners. In addition to ChIP-seq, ChIP-qPCR was used to further confirm histone modification enrichment. We attempted to assess the promoters of the aforementioned genes, but only three showed significant changes in their H3K27me3 demethylation patterns (Fig 5E-5G ). In PAX6, the level of H3K27me3 increased in response to RA-induced differentiation and decreased in response to GSK-J4 treatment (Fig 5E) . The increased H3K27me3 level during differentiation may reflect the histone demethylase-independent transcription of PAX6 [20] , and the decreased level in response to GSK-J4 treatment partly explains the increased expression of PAX6 in EB RA+GSK cells (Figs 4B and 5B). In RA-responsive genes, the inhibition of KDM6 demethylases by GSK-J4 led to increased H3K27me3 levels at their promoters (Fig 5F and 5G) . Conclusively, both KDM6 demethylase-dependent and KDM6 demethylase-independent gene transcription co-exist during early differentiation.
JMJD3 knockout and mRNA transcription pattern analysis of demethylase-dependent and demethylase-independent genes
To further investigate the role of H3K27me3 demethylases during NCCIT differentiation, we constructed a JMJD3 knockout NCCIT cell line using CRISPR/Cas9 genome editing to examine the changes in the expression of selected genes. Initial attempts to abolish JMJD3 expression by deleting selected target sequences in JMJD3 exons 17, 21 or 22 produced insignificant changes in JMJD3 mRNA expression (data not shown). Transfecting four target gRNA plasmids together into NCCIT cleaved a 1650-bp fragment ranging from exon 17 to 22, which significantly reduced JMJD3 transcription in all cases of NCCIT differentiation and inhibition by GSK-J4 (S1B and S1C Fig). To assess the effect of JMJD3 knockout on the expression of differentiation-related and RA metabolism-related genes, the expression levels of the aforementioned genes were analyzed by qRT-PCR. None of the tested conditions significantly affected the mRNA expression levels of pluripotency markers, such as POU5F1, when JMJD3 was knocked down (Fig 6A) , whereas NANOG and SOX2 mRNA were not re-expressed (S6A Fig). The expression patterns of neural differentiation markers were somewhat similar between 
H3K27me3-Related Transcription in Early Differentiation
wild-type and JMJD3 knockout cells under all conditions, differing only in the level of expression in response to GSK-J4 treatment, which did not significantly affect knockout cells. PAX6 and BMP4, which were predicted to be expressed in an H3K27me3 demethylase activity-independent manner, showed almost identical expression patterns under both conditions. The mRNA expression levels of RA metabolism genes were complex but decreased in most cases, indicating that H3K27me3 demethylation regulated the transcription of these genes. The significant decrease observed in the level of HOXB1 mRNA expression further confirmed the role of JMJD3 in gene transcription initiation. Similar differences in the mRNA levels may account for the compensation for JMJD3 loss by UTX, analogous to the compensation of JMJD3 for UTX loss in mouse embryonic stem cells [20] . 
Collectively, the JMJD3 knockout experiments showed that KDM6 demethylase-dependent gene expression is largely regulated by JMJD3 and UTX plays only a minor role in this regulation. Furthermore, demethylase-independent gene expression can be cooperatively initiated by both JMJD3 and UTX. 
Discussion
Histone modifications play important roles in various biological processes, including differentiation. In this study, we used a selective JMJD/UTX inhibitor GSK-J4 that disables only the demethylase function of JMJD3 and UTX to study the role of H3K27me3 demethylation in RA-induced early neural differentiation. As an experimental model, we utilized NCCIT cells, whose differential traits are similar to those of human embryonic stem cells. Although these cells are considered to be stem-like cancer cells with potentially ambiguous phenotypes, they constitute a robust and simplified means to analyze the differentiation and development during human embryogenesis [42, 43] . Because RA-induced NCCIT differentiation has been widely in previous studies [44, 45] , we selected this carcinoma cell line as a cellular model. A whole transcriptomic analysis and the genome-wide mapping of a transcriptional suppressive markers identified a complex relationship between transcription activation and changes in the epigenetic landscape due to the enzymatic activity of histone demethylases. We also found a mismatching correlation between transcription and H3K27 methylation at the regulatory regions of DEGs, suggesting the co-existence of KDM6 demethylase-dependent and KDM6 demethylase-independent gene regulation during the early differentiation of stem-like cancer cells.
The stimulation of NCCIT differentiation with RA induced the expression of gene subsets closely related to cell differentiation functions, such as energy metabolism, RA metabolic processing, cell specification, transcriptional activation, cell adhesion and proliferation (Tables 2, 3 and 8). The inhibition of KDM6 demethylases by GSK-J4 changed the types of genes expressed during RA-mediated differentiation (Tables 4-7 and 9) , resulting in a delay of cell fate commitment. Genes that were up-regulated during differentiation showed decreased expression levels in response to GSK-J4 treatment, whereas genes related to stemness and transcriptional repression were readily expressed (Fig 4) . Consistent with these transcriptome profiles, the H3K27me3 state of the regulatory elements of many JMJD3/UTX-dependent genes was subjected to demethylation for active transcription (Fig 5) , although the efficiency of capturing H3K27me3 enrichment was lower than expected. JMJD3 knockout also reduced the down-regulation of pluripotency markers during differentiation (Fig 6A) , further emphasizing the role of H3K27me3 and KDM6 demethylases in cell fate commitment. The histone methylation and transcriptional activation patterns of some developmental genes shown in this work are partly consistent with those described in previous reports of epigenetic changes that occur during differentiation: Regulatory regions of the pluripotency markers NANOG, SOX2 and POU5F1 are enriched with repressive markers during differentiation [46] [47] [48] [49] [50] , but the presence of H3K27me3 is not considered to be an apparent blocker of this regulation, because the deletion of UTX does not compromise the transcription of these stemness markers [20] . In contrast to previous works, our study showed that the inhibition of H3K27me3 demethylase activity increased the mRNA expression of pluripotency markers (Fig 4A) , suggesting the indirect regulation of pluripotency by H3K27me3 demethylation. Key differentiation effectors, such as NES, were regulated by H3K27me3 demethylation in this study (Fig 4B) . This regulation is consistent with previous reports showing the necessity of JMJD3 in neural commitment and its direct regulation of gene transcription [4, 51] . The mRNA expression of some RA-processing enzymes also depended on demethylases (Figs 4C and 6C ). CYP26A1 is a cytochrome P450 enzyme involved in the inactivation of RA that mediates the formation of the anterior-posterior axis [52] and establishes hindbrain patterning [53] . In mouse ES cells and F9 teratocarcinoma cells, CYP26A1 expression increases in response to RA treatment and decreases as RA is withdrawn, and an H3K27me3 demethylation pattern is observed [54, 55] . This demethylation may be due to the action of JMJD3 because the mRNA expression and the removal of H3K27me3 were affected by JMJD3/UTX inhibition. HOXB1, a homeobox gene that controls spatial specification and differentiation [56] [57] [58] , contains an RA-responsive enhancer that enables its transcription in response to RA [59] , to regulate differentiation into various tissue types. The role of HOXB1 in neural differentiation has been well-studied [60] , and its regulation by H3K27me3 demethylase was also previously noted [5] . We noted that HOXB1 expression ( Figs 4D and 6D ) is responsive to RA and regulation via JMJD/UTX, and these findings are similar to those of previous studies. Collectively, our work signifies that the demethylation activity of JMJD3/UTX is important in RA-induced transcriptional initiation during development.
Unexpectedly, this study indicated complex patterns of histone modification contents for genes known to participate in RA-driven differentiation, and these patterns weakly correlated with the transcriptional activities of these genes (Figs 4, 5 and 6 ). In fact, the inhibition of JMJD3 and UTX did not affect the transcriptional patterns of several DEGs identified by RNAseq (Tables 4-7) . In this work, the regulatory sequences of PAX6 and BMP4 displayed confusing histone modification patterns during differentiation: their H3K27me3 levels increased as transcription was activated by RA treatment. Although the presence of H3K27me3 may reflect its inhibitory role in transcription, previous studies showed that the demethylation of H3K27me3 does not significantly affect the transcriptional efficiency of PAX6 and rather enhances its expression level to some extent [20] , similar to the findings reported herein. This demethylase-independent transcriptional regulatory role may be attributed to the functions of JMJD3 and UTX, which mediate an interaction between the T-box transcription factor and the SWI/SNF complex [22] . The T-box family proteins regulate the transcription of genes involved in various cellular development processes [61] , and these T-box factors interact with H3K27me3 demethylases to activate genes in developing and static cells [62] . JMJD3 and UTX mediate the interaction between the T-box transcription factor T-bet and the Brg1-containing SWI/SNF remodeling complex, further enhancing their gene regulatory roles in differentiated cells [22] . Because this study focuses on early differentiation, gene activation by JMJD3/UTX via the T-bet and SWI/SNF complex may already occur by the 48-h mark. Alternatively, JMJD3/UTX-independent H3K27me3 demethylation may underlie the inconsistency between transcriptional initiation and the removal of histone-suppressive markers. Although UTX and JMJD3 are essential for the demethylation of key development effectors, such as HOX family proteins, cells lacking one or both KDM6 demethylases show minor changes in H3K27me3 demethylation patterns and may survive to differentiate [23] . The exact mechanisms responsible for this phenomenon have yet to be elucidated; nonetheless, KDM6-independent H3K27me3 demethylation may occur during early differentiation. Genes whose promoters previously demonstrated a loss of H3K27me3 in UTX-and-JMJD3-deleted ES cells [23] also showed similar patterns in our data, although the peak is weak (data not shown), indicating that both H3K27me3-specific demethylase-dependent and demethylase-independent histone demethylation can co-exist during cell commitment.
Histone modifications play critical roles in biological processes, but their mechanisms are not fully understood. Additionally, the histone code is not consistent with the phenotypes and requires further interpretation. Differentiating cells undergo rapid changes in transcription and translation, requiring not only expeditious chromatin modifications but also the fine-tuning of transcriptional initiation. As reported by Heinemann's group [63] , GSK-J4 may have unintentionally inhibited other KDM family members, which may have affected the results of this study. Nevertheless, we showed the genome-wide scope of H3K27me3-related changes that occurred during the early differentiation of a carcinoma cell line and the consequent changes in its transcriptome, providing demethylase-dependent and demethylase-independent transcription profiles. Further analyses of chromatin structures, other histone modification contents and binding of transcription factors to regulatory sites where the conventional idea of repression by H3K27 methylation is inconsistent with observed phenotypes may provide insight into the elaborate epigenetic regulatory system of differentiating cells.
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